. Typical high-performance liquid chromatography (HPLC) analysis of reaction products of Lsc3 wild-type (Lsc3 wt; upper panel) and a mutant with reduced catalytic activity (e.g. Leu66Ala; lower panel) conducted using CTAB-permeabilized cells (violet line) or purified protein (red line). Peaks corresponding to fructose (F), glucose (G), sucrose (S) and FOS with degree of polymerization (DP) 3 to 6 are designated. Detection sensitivity was reduced to fully accommodate the peaks of glucose and sucrose. Due to that, FOS with DP > 5 cannot be seen on the chromatogram. Lsc3 wt and Leu66Ala mutant both synthesize FOS with DP up to 7 (see Table 1 
. List of Lsc3 mutants and mutagenic oligonucleotides used in the study. Mutated codon is indicated on grey background and mutated nucleotides are underlined. Publications addressing the mutants are indicated. Some of mutants were designed to mimic respective mutants of Zymomonas mobilis levansucrase [1] . Mutagenesis was performed as shown in section 3.1 of the main text and in Ref [2] .
Mutation in Lsc3
Mutagenic Figure S1 . Typical high-performance liquid chromatography (HPLC) analysis of reaction products of Lsc3 wild-type (Lsc3 wt; upper panel) and a mutant with reduced catalytic activity (e.g. Leu66Ala; lower panel) conducted using CTAB-permeabilized cells (violet line) or purified protein (red line). Peaks corresponding to fructose (F), glucose (G), sucrose (S) and FOS with degree of polymerization (DP) 3 to 6 are designated. Detection sensitivity was reduced to fully accommodate the peaks of glucose and sucrose. Due to that, FOS with DP > 5 cannot be seen on the chromatogram. Lsc3 wt and Leu66Ala mutant both synthesize FOS with DP up to 7 (see Table 1 of the main text and Ref [3] ). Reactions were performed as shown in sections 3.5 and 3.6 of the main text and products were analyzed by HPLC as in section 3.9 and Ref [3] . LSU -light scattering unit determined on evaporative light scattering (ELS) detector. 
